When investigating a newly discovered haemoglobin L, using Itano's solubility test (Itano, 1953) , a resemblance to sickle cell haemoglobin was noticed inasmuch as solubility was not complete in 2.24 M phosphate buffer. This was later realized to be due to an artefact (see Ager and Lehmann, 1957) , but at that time the cells containing haemoglobin L were tested for sickling by incubation with reducing agents (Daland and Castle, 1948; Williams and Mackey, 1949 
Method
One drop of whole blood (heparinized, oxalated, or (Fig. 1) excepting those containing haemoglobins A + S, where, as might be anticipated, sickling persisted, and those containing haemoglobins A and H, which developed noncrystalline spherical bodies of presumably denatured haemoglobin H, the so-called inclusion bodies of Rigas, Koler, and Osgood (1955) (Fig. 2 ).
There was no difference in the ease or degree of crystal formation between the cells containing haemoglobin C only and the others.
Although some crystals were observed from three to three and a half hours in unsealed preparations, better results were obtained in six to eight hours using the partially sealed preparation. As in Kraus and Diggs's (1956) experiment of crystal formation in haemoglobin C containing cells, so in the present observations no crystals were obtained if partial drying out was completely prevented.
When observation was carried out beyond the stage of intra-erythrocytic crystallization it was seen that the cell membrane ruptured, allowing the crystals to redissolve. On some occasions this concentrated solution gave rise to much larger extra-erythrocytic crystals.
In all the haemoglobin types studied the crystals were similar in appearance to those described in haemoglobin C disease by Kraus and Diggs (1956) . The number of crystals in a cell varied from one to five commonly, though more could be seen. In shape the crystal appears as a long needle or rod or the shorter form as a square or rhomboid. Very occasionally cells may be distorted by needlelike crystals and they will then resemble sickle cells. This is, however, infrequent, and, as the other cells with crystals are obviously not sickle cells, it is unlikely that confusion will arise. Nevertheless, the phenomenon may explain the finding of 30% false sickling when Bhatia, Thin, Comment These observations suggest that intra-erythrocytic crystallization of haemoglobin in vitro may not be specific in the diagnosis of the haemoglobin C diseases. On two occasions intra-erythrocytic crystals have been described in fresh blood smears from patients with haemoglobin C disease following splenectomy (Diggs, Kraus, Morrison, and Rudnicki, 1954; Wheby, Thorup, and Leavell, 1956 Daland and Castle (1948) in a survey they conducted in Uttar Pradesh (India). These authors noted that most of the "false " sickle cells appeared in the periphery of their unsealed preparations, but that they were not seen in sealed preparations when incubation after prolonged stasis was employed (Scriver and Waugh, 1930) .
Crystals were obtained with the following isotonic solutions: sodium bisulphite, sodium metabisulphite, sodium citrate, sodium chloride, or the corresponding potassium salts. It appears, therefore, that the mechanism of production of intraerythrocytic crystals is that an approximately 30% solution of haemoglobin within the cell membrane is exposed to an extracellular salt solution of slowly increasing osmolarity. If this occurs quickly the haemoglobin will be broken up into two or more peripheral masses and from these masses are formed the multiple small crystals. If the process of supersaturation is more gradual, the haemoglobin is not broken up so frequently and single crystals are formed. 
